[Abstract] Alternaria brassicicola is a necrotrophic fungus that causes black spot disease of most plants in the Brassicaceae, including cultivated Brassica species and weedy Arabidopsis species. 
4. Put one seed of commercially available (e.g., Jonny's, Winslow, ME) green cabbage (Brassica oleracea) in the hole and cover with soil. For Arabidopsis thaliana, broadcast several seeds on top of the soil and spray water later; gradually remove all but one plant from each pot during growth.
5. Place the pots at room temperature under fluorescence light with a 14-h light, 10-h dark cycle for the green cabbage, and a 10-h light, 14-h dark cycle for Arabidopsis. The seeds will take about one week to germinate at room temperature. If the tray is covered with semi-transparent plastic cover, they germinate faster.
6. Grow the plants for 5 to 6 weeks under the same conditions. Keep the soil moist by adding tap water when the soil surface becomes dry. In addition, this method requires less space than the other method. 2. Transfer 10 μl of the glycerol stock to a fresh PDA plate with an appropriate selection reagent in a biosafety cabinet.
3. Incubate plates in the dark for 5 days at 25 °C in a growth chamber. This can be done in a light-tight cardboard box at room temperature.
4. In a biosafety cabinet, add 5 ml of sterile water to each plate and gently rub the conidial mat with a sterilized glass hockey stick. If the conidia are released gently, aerial hyphae will not contaminate the conidial suspension and you can proceed directly to the next step.
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If the suspension contains too many hyphal fragments or chains or clumps of conidia, however, it will be necessary to filter the suspension through a layer of Miracloth or cheesecloth until most are removed. A funnel can be used at this step.
5. Transfer the 3-5 ml of conidia suspended in water to a 50 ml conical tube with a cap. Fill the tube with sterile water.
6. Centrifuge the tube for 5 min at 3,000 rpm. If a centrifuge is not available, leave the tube on the bench until conidia precipitate. It takes about 15 min.
7. Replace the water with 50 ml of fresh sterile water and centrifuge for 5 min at 3,000 rpm.
Floating water can be removed either by draining or pipetting. The tube can be filled by carefully pouring 50 ml of water.
8. Count the conidia under a microscope using a hemocytometer. Always agitate the conidial suspension rigorously before loading the hemocytometer.
9. Repeat step B-6. 
